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w m * 

taki znmt-r&iiF-KBfemmMmRv t z<7>m%3j& 
5 &msm 

#HW±, NF — « B (Nuclear Factor kappa B) §tj^®JI> iJitTS 

io 

©»^fil5i:i5^-CiS^SSJ**!!:Lrv^o NF-*Bli, 

15 A^lii*it*ifc»cJ:f)«ttif:$ii*o £<&J:7UiStt<fl:3*ifcNF-*BUU 
ftF'i'MSfrU y/ADNA±^®*<^{K^O±ffitJ£ (XVAH- «40 
#£1-£#H&^BB?iJ (»lQ^*fcfc&NF-*Bte£«#l) iS'nLt, it 

20 *B^*^Ojt^<0±«tJ*Kfc#£U NF-*Bli, iite>afiK?-^l&ail 

NF - « Bli> IMfeMMMWfiKC^ot^i), NF- 
ieBOffittfb»«ftffl<:*t*«*li, S5ftft«Jft («ttH»U^^ 

fiHi-fURHWHWlg^filf^iift^iiTV** (Kopp<b. Science, SH265^ I&956 
30 1994^ ; Baeuerle<c>, Advances in Immunology ^65%> ^111~137H> 

1997^ ; - 2 9 1 8 5 9^ ; JgLWm¥9 - 2 2 7 5 6 1"*) o 

»NF-/c Bfl5ttft«ilW*o**flf*^iJV»Tli, IHO^^'J 

35 ffi-T *#fc#HfcfcfliV><bflTV>* 0 
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+tmhh&<<D*T v7<nft&-tf%x.btiZ, 0 lot, J: O^ftfcfiJ^EF^ 

F- k B^rSttffc^fl-XAli, ^o^OfSiiSi 1 (TRAF2 (TNF- a 
receptor associated factor 2) , MAPKKK (mitogen-activa ted protein 
kinase kinase kinase) GO— o-C#>£ NIK (N F - * B —inducing kinase) „ 
I *B*t~ tf (I KK) , 2 6 S-/ofiV-A^t J ) 

10 ibmfcZtlZ>%t\ 'J?L-?oM®Zti^^*>2>i>VV> (Nikolai*!?, Nature. % 
385#, H540-544M ; Maniatis. Science, $278#, H818-819H, 1997 
^ ; Baeuerle<b, Advances in Immunology $65%, H111-137K, 1997^) , 

v > $ ts^m % < , i m& tz* ti - x a *>fi?iE t if t v ^mmfr? km& * 

15 — TGF-jJ7^f ^-f ? K*t-tf 1 (Transforming growth factor- 
s-activated kinase 1 I TTAK1J £*>#1"&) (i, ffi?L»<OMAPKKK 
<D—otLX% t ttiZtlfzi><DX*$>& (Yamaguchi<b, Science, $270^, $2008 
~201lM, 1995^ ;W9 - 1 6 3 9 9 0) 0 TAKlIt TGF-p 
(transforming growth factor- £ ) Cio TfiW £*i£PAI-l7 , 'n^-?£ 

20 fSWfct^o ^-O^^fi^^^^^TV^J:^ KTGF- fUZX^Xfe 

ifc, TAKHi, TAKl&£ge«l (TAK1 binding protein 1 ; l"TA 
B1J tmtZ) (fflUftffl) 1rhZt\Ziy)ft&tmt%t), 

25 MSii^lc^v^TMAPKKK^LTMt^-^^'bnTv^ (Shibuya 
<b, Science. $272%, $1179~1182K, 1996^) o LfrLbtfb. TAK1 
i:NF-/c BfS&itt (D^m\Z^X\mh^\biXX^-f£i}^ tz» 

tc ^> <5> o 

35 
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t hOTAKl c DNA©3o©7U^H# (variant) W 
mts Hi:, :n^fflv^:»tt, H KTAK1 £TAB 1 
iiSI lover expression) CI <!: K«t »K NF-*B <7)S1KtA ? jg- 4 - t «: 

HiiSL*:.. ifcTAKlli, TAB 1 i:1SS^ffli"-2> ittU, IKK (I*B* 

^o^M<7)TAKl li, NF-*BiSttft*fflS1-s::fc£Ji.lHLfco 
CinbO*nJI>b. TAKlri*, NF-zcBOf^fct-SSv^tMiaififfi 
(NF-/c BiStttt&ft) W*OMfcf£iI5H : - , ?*'K TAK1»«WJ 
*43K*tt N F - « B afittftflffllg t * f) c: b £ JltiS U *HW *^*t 

10 £USo7t:> 

TAKl (TGF- ( ?r?f^-f7 K*t- -ei) w 

*#&9§li» NF- «B«tt'ffcjS»Ui3»t*TAK 1 <7)«fi|Hiti"4*» 
» R o CT^ffl Xg * tr N § SftftjjeJftX l± ifcfefiltt i M1- -5 Site 

*&m\±. m^umzx^xmmxim^ti/zm^^F- «bm 

I&1I3WU 7>)XTAK1 (mTAKl) ^i[/3iWt hTAKl (hTA 
25 Kla, hTAKl b&tfhTAKl c) 07S;»RFJWjfc|fc**1-El; 

82EWis k: hTAKl £TAB 1 t t K&Sli83£ $^fcWNF - * 

g$3IHH> tMAKl^TABl t i \z%m%&Z-&tzMm<DHF - « 
£4Hlii> SEHSlk HTAK1 £tt& N F - * BflHfrffc 

(m7h7vt'f (A) atn/#-^-7 7-b>f (b) 

»5BH±, tMAKl £S&^&S^daB&/6^#£TAK 1 «r^O^ 
35 tt.Wmfr<r>%&7v -j t- i v 7<D&% (WeoTAKliTABlWfflSft 
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ffl) £*L£m; 

86HI±, tMAKl *%W$%iZ-<tfzMmfrb'&tzT AK 1 Z$tt&& 
imWfr<7)*i—VT vk4<7)£%: (TAK 1 tc«fc £ >®MI:TA B 1 £>'J 

5 g7UI±^ tYTAKli%&i%teZ^tzMmfrb'&tzTAKl*<£tt$L& 

: <mwft& x u ! Mi&mm<Dfi&-7u 7 t<> (mw^<oi: a k i t 

I KK^Sf^I) £^L£H ; 

msmiU H h TAK 1 *%W%^*ttzM®,frhmz I KK£^tfft&i£ 
»H*<0I KK + t- -tfTyfe-Y^ife* (TAK1 iZ£Z> I KKM#W?Stt 

io ft) zmitzm;Rr/ 

(H*. TRAF2liTNF-a V-tT*- • 7Vvx-r7 K • 77^-2^ 
I KKtil KB^ft-Hf^> NIKIiNF-/tBOfi->>7 - *t--tr£, 
NEM0I2NF- * Bxy-b> >>t^ • i^- ? I KAPli I KKn 

15 >yi/7n-7v>i-f7K-7 p D70t ^ti-rnsfr-r) r-*<?>o 
£ «-r & £ *:> <Dm&<vMm 

*£^U£v*Tffiv>&TAK 1 i±, v^-fnwafi*«7)<>0^*oT<) J: <, 09 
xjffc k -r?*, 77K ^^r, 7*, ^7, h^t^PilL 

T A K 1 (O c D N A SS^JiB «t tf7 < 7 l± 1"? KfRg- £ ft T v 
(Genbank/EMBL f-*- ? ^- X Accession No. D76446 ; Yamaguchib , 
Science. Sg270#, ^2008-20111", 1995^) 0 ttz, MSmm^WM^ 
25 3 , 4 &£>*5 Kli, $PJ3#b«/.:t:jt,mL£fc hOTAK 1 c DNA03O0 
T\s)^mW (variant) <7>D N Al^J&t^-ftblCn - K £ ft& T A K 1 <DT < 

;%mm*7jiLtz 0 

ffEOii^, M#b«gUl.mL^jDl,tc«tii{^ TAK Hi, NF-* 

30 TAK 1 !i, MF*I-CTAB 1 (T A K 1 £r£Ir6fU ) tffiZftffl (*t£) 
l-^CiHIio-CfS^t^n, ynr^r > + ^---tff&1i (MAPKKKfStt) & 
*-rr&1$ai:&W ^OffiJlftfflKJ: f) i£>; ><bt TAB 
£*. ifc, TAKKilKK^ft^^^MlcffiSf^ffit^o rS&tt$ft£ 

tak 1 ii, i KK&&fc*%&4kiT . nf- * Bfc&immzmzmmfr 

35 i 1 ^ LT<7>$ag£&*£U NF - * BfttettfrgNgt* bft&o 
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N F - K BiSWtimiZ&rtZT AK 1 OfcfgWlt&E!** 9 EHc^ L£„ 



i#;LM*S (MIJ26) 



WO 99/40202 



PCT/JP99/00422 



5 

(1) TAKUTABltWfflM , 

(2) TAK 1 <D-fu<7-<{ >*t- <iStt, 

(3) «UftrtOTAKllcJ:&IKK*^#:OflSttiL 

5 (4) iJSft^TAK 1CJ: >)i#$iilSNF-/t B Stifle 

(1) TAKUTABliKOMffl JCWt4ftfflO«bE 
mif, TAKl tTABl *ft«it»te (co- 

10 immunoprecipitation) J: Ofcffl"f*;firfe *<&v»tt, 7-^W/'J 7 Kv 
^fi (two-hybrid system) (#S#tHI!f 5,283, 173-§\ £ X OTroc. Natl. Acad. 
Sci. USA, #88$* $9578~9582W> 1991^) ft ifO*fe*fflv»-5 i b&V 

TAK 1 i: T AB 1 fcOfrfrfcftatfclSHCIi, TAKl&tfTAB 1 £ LT 
15 14**1 JBV>T* <tv^ ^ft< fctW#©tt'frHH-^'t*«***tr 

ft>-S-f7>^7x7-4f, 6XHi s, 7*nfr/A, p-JfJ?Yi/ 
TlVh-Z-^j >T4 >y7u-rJ>, 7r;W„ Xp r e s s 
jfifiU H A ftfll , My c ftK ft t*<D&fr# U ^ ^ f - K ft if) fctttJD L 9 > 
20 ^*K£fflv>T*> «kv\> 

TAK 1 t TAB 1 tOtt^-*ltt»ftai-**frtt, m*.tt. Rlbf-CMM 
LfcTAKl (*>L<tiTABl) fcffiv\ TAB 1 l< liTAK 1) U# 
t XMM ft * 7«» tttftl L tzm& 9>'*9Rt (Dtiriti, tUMfeftOft 

25 ^ftftitPK* (co-immunoprecipitation) J:**fr»i, $]x.li\ TAKK 
TAB 1, *> t<liin^fC#iDL^^^*«*S«t-*tluff«r«ffi^fflv^ 0 

(#l#fH&5283173^\ ^it^Proc.Natl.Acad.Sci. USA, £88 
H9578-9582M, 1991^) 0 



WO 99/40202 PCT/JP99/00422 

6 

&*<0%-m$. (DNAte^#Xti|E¥f&teft«*) tTAKl^&i*- 

3UiDNA*frfr*ift) fcTAB l3ft»fe4**r©tt-ft-afiR«r3- Kt*it^ 
(iii) ^H^ODNA^W^^t^S^SfiyiJ^i^OTBit^ 

-ttT-f > + i^- h V#-9-ffltt<D$m*imtLX, TAKliTA 
B 1 Z&msMVftRitiifctZo «8MfcR**TAK 1 fcTAB 1 

15 mw-m+u. &3ffli&n-e®&+&*><o'e*>wit<* h#£>gal 

(Keegan<b, Science, l&231^ Kl699~704l\ 1986^, Mah. Cell. 
S&48^ 3&847~853|^ 1987^) , GCN4gfiS (Hope<^ CelL %46%, 
H885~894l\ 1986^) , ADRlgfiR (Thukral^. Molecular and 
Cellular Biology. H9%, 312360 ~2369H\ 1989^) kZ&Wfhil&o 
20 £££$lfi, «K¥H^K:*tJetfcl&aPK?9tfflv»*Ltf J: <, flUtf, US? 
iLTGAL4*fllv**»£\ tSSFEfllfc LTIi, UASg (#9* 
fc^O±Z/1t$M1£'ffcnM£ '. upstream activation site of galactose genes) tfo 
$ ft 4 G A L 4 # ftW D N A E?>J * ffl v £ t W T § 4 o 

25 tfjtfe^- ( 1 a C Z) . /19T l )7hJ>X# % />&&0>9V5A7x-3 

-n>7-tr^ Y7>Z7 (CAT) „ *^*6*W5'7x9- 

-tfitfSi 1 (Luc) ^T^orStt^^sM^^^^^itfS^^ 

(2) TAKl^afO^t- tfftttU*H"4f^ffiOH5fe 

30 »KaeR**tf»«[u, takixcttab i £3-frM> rv* 

ATP (d&SiCIESCTR Iftt"CiWILfctO) *£-tf»ifc*iSiDU ttftttR 
TAK 1 RtfT AB 1 (i, X (B&m&s 

35 m&mf&JiifmfLmyomifo* ?) -cM^^^^t'^v^ct^^c 
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ttz. TAK 10N«»TAB 1 t(D&&\Z®5-lX£t)^ NM%& (N* 
m\2 27$ym) tfXVzLtzT AK 1 »i, TAB 1 tlt^L^v^icC)^ 
mO'sy+frmMttt l-Cim-tZZttftobtlX^Z (Yamaguchif>, Xtf 
Shibuya<b) OT\ T A K 1 t T AB 1 om%Z%\<>2>ttt> N*»^ 
5 LTAB limftm~i£®.Zmirm&$zmWTAKl £fflv>T*> 

mnm&nt L-cti, takis#, tabi, t t<i±^-ti«b^^^f- 

-Oftfc, 7 7'J*7^^fx;^XMEK2 (SEK1) (Shibuya£>, Science, 
10 £272g, £1179-118211, 1996^) , tfMKK3 (Derijard£>, Science, 
£267#, £682-6851:, 1995^) , £ h-MKK 6 (MAPKK6) 
(Raingeaud"c>, Molecular and Cellular Biology, £16^, £1247- 1255 W, 
1996^ ; MoriguchiiQ, Journal of Biological Chemistry, £271^, £13675- 
13679H, 1996^) t't'OMAPKK (mitogen activated protein kinase 
15 kinase) ^-£ft£>OSB5M7°f- K^ili LTfflv^ ^ t bXZ Z> 0 LT 
MAPKK£fflv>£$rgi;:t±, MAPKKOfSttft (MA P K (mitogen- 
activated protein kinase) \Z#t & V >®tf brSttW*) £^41 t LT T A K 1 
<7)7ny- >*^-**r§1££$J£1-& i 1 1> XZ h 0 

(3) K I KK^ft«lbCTtSftfflO&£ 

20 fauif, tak i (i nmmizimtemvTAK n (over 

expression) ^^tzm^^MMBUt LTfflv^ 0 i<D J; ■? ^^ffltti: t 
Tti, TAKlRt^TAB 1 $-*lcH?|ii5iL7t«^Wbn, TAK1W 

tab i nsmm^t 9 -*&^%fe3E.mm.* ^mx-thzt\zi ^%hnh 0 

J&VMi, N*»ft&LTAB l#^c#^lcrS1i^^1-fe'l4^S!TAK 1 
25 ^&S^£«£/Bv>Tfc <fcv\> 

30 (4) «F«30TAK HZX QmmZtlZNF - KBftmUztttZ>ftm<Dtf[ 
5e 

fllAtf, ifE (3) tm&, ffittSTAK10^mtiMlia^^i^«t t 
35 tS1iMTAKl^mit5^«l±, 3>fo-;« (^^-M^IAL 
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fcHHia* £) titm-tz t v r 1 lx® < t a k 1 ^mm^m 
ix^io sot, TAKuzim-r^mmmmnLfz^^u.m&mt 

ffis en ~ (4) <7)^tc^v>r. nmzm^zmmtLxtt. 

Jurkatitt, ^COS-7» f-W--X^** 

10 -CHO»^Wf^ii, tl>HeLa«, hJurkatM, 

miB (1) - (4) cyfimzS^X, TAKl, TAB K i>L<\iZ.tih?> 

15 TAKl<0BaiflWWi, -C^> . TAB 1 W c DNASBflUsi #7 

5 / *> t tt®& $ ftT V > & (GenbankflEMBL T-9^-* Accession 
No. U49928 ;Sbibuya^ Science. H272#, lgll79~1182H, 1996^) 0 T 

ABiii, ^irti<nm&%oi>v>x$><?xii £<, Wz.liz K v^x, 

TAKl, TABl^^cDNA^^v^ilfefli, SfcftOT § y &g£?iJ* 

OP C R (Polymerase Chain Reaction) R T - P C R & & v> li D N A 

* * 9 - \z Wt&tvX-msm ^ 9 9 - § h o 

^**-fcLTIi. IS^/n^-^- (0Hx.tf, CMV/n*-*-, SV 
4 C/d^-^- LTRyo^-^- xoyy-ya > 1 a 7°n^e-^-^ 
2?) ^tfiWM^^^ * ~ V YuVJ )V*%s<9 9-, '<\£v 

30 4 )\>7ss<9 9-. T 7 9~y-7V4)\'*'<9 9-, SV4 0^^^-^ 

if) 

mm (i) - (4) o <h i'K TAKi<D®m\zntz>m.%ft 
m^mmmim.ibhiitzmm%\z^x\u hcnf- * BflHtftKtti- 

35 r&^m^BtftJO^^f^ (in vitroZtiin vivo) Kfcvifi&afXtf/XWt^ 
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NF- * BM&ftli, RjJICW7h7 7-t'ftt (Sakurai"?, Journal of 
Neurochemistry ^59%> ^2067~~2075K, 1992^ ; Sakurai'b, Biochimica 
BiophysicaActa, $1316g, $132~138H, 1996^) , l/#-^-7yt-fife 
5 (Tanakab, Journal of Veterinary Medical Sciences 5$593£, ^575~579H, 
1997^ ; EP-6 5 2 2 9 0 - A ; 7 - 2 9 1 8 5 9*; &P8¥9- 2 2 

7 5 6 1^") fciTKJ: iJl^it^-C^o 

^^^x\m&mk^^ir^m^^B<Dm^m^r^ (m vitrox 

liinvivo) t Ltli, HhTM* (Jurkat» 

10 M&^Tb (Wacholtz<b, Cell Immunology, S£l35^, $285-2981, 1991 
, t|>7^D77-y|»RAW2 6 4. 7 *fflv>4LPS+IFN-7 
IMSi NO s£&*f * (Xie^>, Science, 31256^, H225-228K, 199230 
RVt h H e L allliS^TNF-aiil L - 6 Tfrtti ^in vitro 
tf^/, 77 fTyi/OMSS^f^ ( Connor £>, European Journal of 

1 5 Pharmacology, 5&273#, H 15- 24H, 1995^) , YV-YWO 

^Sftllfl^H^T'^ (Kiss<b, European Journal of Pharmacology, ^336^, 
^219~224H, 1997^) RtT9 7 h.l#W^7'^ (Sakurai«b, Biochimica 
BiophysicaActa, $1316^, Hl32~138ji, 199630 Z<Dm vivo^f if 

u-~>7 (Molecular Cloning) J (Sambrook, J., Fritsch, E.F.&t/^Maniatis, 
T. Cold Spring Harbor Laboratory Press I D 1989^ Kf£PJ) KfBfcO^ft 

%mm\ H hTAKlXCTTAB lWcDNA** 
30 (1) k MAKlOcDNAlMt 

h^W»tv»*ft*«liat*He L a (ATCC CCL2) j&»fc#'J (A) R 
NAfciWRLfco £it**fi£U *';=TdT7'9'f7-«:fflv»r-*«cDN 
A«rffl«Lfc 0 

lWIB?&&*ifc-#«&cDNA ! MISfc U PCR (polymerase chain 
35 reaction) ftKJ: »K h T AK 1 <D c DNAifr^L/:, PCRi:fflv>i 
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•fy -T^^TAKlOcDNASB^J (Genbank/EMBL f-'-^^-T. 

Accession No. D76446 ; Yamaguchi<b, Science, ^270^, ^2008-201 1M> 
1995$) £##KLTlS:ftU DNA^St^L/: 0 -?-t L 

Tli, |!JPI^§Jif<7)/«:l6^EMft^^tfie?nj (1 fttTr^XTAK 
5 1 cDNAOiBWn K>t*c9T»ftOi£?iJ (2 0&g) *>><b&&3 0v-<D 

s^r^v- mmmmvmpm^ 1 ) *ev\ r^^^-bv^^^v-t 

LT1±, W^W^7t*^EMffi*^tf@E?!) (1 0&^) S^v^TA 

Kl c K>tf ^±MWi (2 ^<bft£30v- 

<OM^^- (^faSS^moS2»^2) &fflv>£ 0 
10 mi?CR-?&t>htzm® (fel. 7kbWcDNAifr?)M) £-/n- 

yi:L, tMlcDNA^^f/y'J- (Clontech*±$i!) ? V > £ 

fcKJ:*), 21^t MAKKD^-f^f >?^&£^tfcDNA ( h T A K 

1 a-cDNA&tfhTAKl b-cDNA) £JRf#L£ 0 

mflfit Rl^ll- LTpitL^H e L a OmRNA&HMt L, RT-PC 
15 R (Reverse transcript - polymerase chain reaction) *K S'Jii, £ r- 

TAKl^-f^ >^$£#tfcDNA (h TAK 1 c -c DNA) 

ft<b;ftfc3!l©cDNAKov>T* y^rt^mzX <£coDNAE?!l£ 
tfcgU. #cDNA (hTAKl a-cDNA, h T A K 1 b - c DN AW 
20 h TAK 1 c — c DNA) Kov>T, f^n-f-f ^fcJ**-£er£8W>DNA 
E#l£«tO f *'*t<bK3- K$*i&fc hTAK 1 (hTAKl a, h TAK 1 b& 

t^h tak i c) <D7<;mmmz, m&m$L<oEffl%ft3s Efl#^4, r 

h TAK 1 a, hTAKl b&tfhTAKl c Oc DNAE?!ll±, v^XTA 
25 Kl«)cDNAE?!l*:Jtlt**i» 3-7*^ >^«*^»t*ffiRltttt, 
9 1. 7%, 8 7. 6%WSe. 8%-C*ofc 0 
hTAKl a ti> 5 7 97^K»^i4 0 v-Jr^TAKl t&W&t 

hTAKl bf*. 6 0 6 7 $ *K h TA K 1 a iJfcttt* t C 

<b*i£ 0 hTAKl cli, 5 6 775 hTAKl at 

ittittZt. hTAKl bfcR**C*»K2 77 5 ^S^lfAd**^ SMC* 
COTE (CsfSMI) K3 STZ/mnK&tf&htitZo 

Zn<T>K hTAKl£J:t^*XTAKl ©75 /»EW0Jfctt*\ J&lBUc 
35 ^L£o 
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m ^¥9 - 1 6 3 9 9 0-f Og23W§-5 IcfSmS iifc h TM&Jurka 
tfi^TAKlli, hTAKl a©7 * ;»EBIfcJfctt1-* fc, 175/$tf>M 
m mi 7 2fSWArg-H i s) 7^«ttif>W 0 
(2) t± hTAB l<7>c DNAijMt 
5 iilpS(l) ^H^IICLTH e L afrbW^Ltztf 1 ) (A) RNAM^U 
RT-PCR(C«t 0 b h TAB 1 <?>c DNA£*#£ 0 T^v-li, $&£*i/r 
v*£fc hTAB lWcDNAE^IJ (Genbank/EMBL f-^-X Accession 
No. U49928 ; Shibuya^ Science, ?$272^ f&1179~1182K, 1996^) 
#JCLT^ftU DNA«tML/: 0 -b >^~fy <i-?—b L"Cli, 
10 3£OTO£#OE»ft£^frE?iJ (1 0&£) StfTAB 1 c DNAO^f?^ 
i&3 K>i*©TaoE?!l (2 0^*) tf^££3 Ov-^i^^fv- (ft 
EEiW3W>E7!HH-6) *ffiv\ 7>*-t ^XT^ v-i: LTli, MMH 
»TOfc*OBIft»tt*-&tfEiW (1 &tfTAB 1 cDNAO&iha K> 

t^(7)±^(7)ffiME?iJ (2 08a&) *^4S3 0 -7-0^^9 >fv- (HEE 
15 ^M<7)SB^J#-^ 7 ) */Bv>fc 0 

&£tifccDNA»rfi-Kov>TDNAEy'J£&£U BtfclOM b TAB 1 

20 (i) zhTAK\<D% ! m*w%i2'£tzm®.<Djm 

M&Utmi<0 (1) tCfcv>T&f§Lfc3iffiOK hTAK 1 c DNA£fflv\ 
*<Da-ri> yffi$L*^ti$>frWK (hTAKl a-cDNA OEcoRI-Nhel®? 
M\ hTAKl b-c DN AOEcoRI-Nhel^S.Cfh TAK 1 c-cDNA^) 
EcoRI-XbaI»r#) MMtiBN&S&lM'<9 9-"f?*$ Kpc DNA 3 . 

25 1 ( + ) (Invitrogentt^) OEcoRIOtbaI^Mmc&&A,-C, TAK1H5U8 

tit. mmtimiv (2) i:t^uhi>tabicdna», -e-o 
z-rormm^miffift (Hindin-EcoRi»w-) «\ ^m^t*—? 

7^U*pcDNA3.1 (+) OHindIII-EcoRI^»r$m:&&A'-C. TAB 1 

fff2TAKl^mffliffl^x.-/7X5 Kfc, TABl^iffli8lM7?^5 Ki 
fcL<MtJ*»Ts HeLa»:h7^7x^va> (-i§£l>-7>x 
7x?->3> ; transient transfection) L 1z 0 £ £>B#, F7>^7xr>3>li, 
h5>X7x^'>a>l*f*ytt'J#V-A (iffio D n£ : LipofectAMINE, Life 
35 Technologies*!!!*) SrfflV^Tfifofco 
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*K LTTAKlf|3SliMEfeL<liTAKl -TAB 1 

ntz 0 ztihm®,<o%m\t. 1 o%^vMjfa^ (ioo#ffi/mi) s. 

<i-y)i%& (GibcottS) 
5 (2) y^y7 hT-y-t-f 

Wg (1) -C^^>ti^TAKl^iiMM<t^TAKl -TABIDS 
iiMfl&£fflV\ XlK (Sakurai<b, Journal of Neurochemistry $59g, I&206 
7-2075H, 1992^ ; Sakurai*b, Biochim. Biophys. Acta, ^1316^, 5&132- 
138H, 1996^) iBf^&fcmCT, »TOJ:M:W7F77WS:ffo 

Ztommtim (5//g) hRI^ISIL^ffiffl7 p o-ri:Sr^^« (20mM 
HEPES (pH7.9), 0.3mM EDTA, 0.2mM EGTA, 80mM NaCl, 10% ^'J-fco- 
2 M g/m\ poly[dI-dq) <K %U-l:30frffl&&KfcZ-£tz&s £j£?£K:ov>T 

v^^9 7-f-HT7 p n-7'^^t^NF-/cB^fflt7to 3 > h n 
LTtt, «&WKl*aLTV>;&!E^H ; P?*aO c t - 1 (Octamer-1) 
(Verrijzer^, Genes and Development, H4g, £l964-1974W, 1990^) £ 

20 tffiffi^n-7'li> a p-CIWftL^i:*0O^jSDNA«-fflv^o NF-*B& 
ttim-7u-7<VMnt LTli, HIVOLTR (Long Terminal Repeat) 
4i-*NF-*BIS'frBE9iJtratlW<>W*ffl^fe 0 ifc, Oc t-11£ttiffl7 p n 
-r^SE^ji: LTt±, 3 > -t > X ffi^fl AGCTAAAT fc^tfX V ^ZtVt+Y 

25 mftOllKLX, Y)Vi/7 h7yb>f UJ: ONF- « B©£fWr*it*fc L 
TNF-*BSttfk*l^lS*, £2HK*LfcJI*K HhTAKl (h T A 
Kla, hTAKlbXlihTAKlc) £T AB 1 t <i> H*IWIBl$*fc# 
£-Ut±, NF-/cB©i^Wl^, NF-/cB<7)fS^W ? E*^a^o 
CtfU^&ijS&li, tMAKUlT, hTAKla, hTAKlb&tfhT 

30 A K 1 c (D^-fiX^m^tz^^Z kUfih titzrf, #tc h T A K 1 bfc*v»T, 

-7J, rTAKl<&**5&^&3*fcTOfcMvni* NF-*B<£ft& 
TAK 1 Stf/XfiTAB 1 <&&S*«3*Ktt*»fc£»t-7\ teXtoK&Bffl&h 

35 ftfco 
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iOi^U, fchTAKlOftfflOig&UftoT, NF-<B^r514»IS^ 

(3) l/*'-^-7'^'f (;w>7x7^7.H^) 
5 ffl4"b< 7 >jtl^ (Tanaka 1 ^ Journal of Veterinary Medical Science ^ i&9^ 
f&575~579W, 1997^) EftO^tfeCflU:, SIT©* ") K LT t/#- * -7 7 * 

i 1* , N F - k B (GGGGACTTTCC) £ 4 fli£ffi Lfct'J^^l' 

**-K£ *^^i/7x?--lfj|fif (Luc) <7)±ifcl::M&&A,-C, 
10 79*5 K (p(kB)4-Luc) £ft$8Lfc 0 

(1) TAKlWH^i^x? K*\ £ 

SICJdCTTAB mafflfflM7*7^$ Kfc#fc, He LaHM&fc r?i'X7 
x ? v a > (— jgtt |>7>^7j:;->3> ; transient transfection) Ltz 0 IE, 
b 7 > *7 ~> a > IzmtXiis MUX&htitzl>X- 9 --fy K (p(kB) 
15 4-Luc) fc^KJBvfco 

TOTAKlfWM^^^ K (ROT 
ABlM«x.7'7X5 K) h5>^7x^n hfcfffco Whtitz 

ov>T, ^y7x7- Vi$&*mfcLfz 0 ^«>7x9— tfiStttt* ^-/7x7- 
20 *T7t^yK (ffip D p& , X# >f y R VttfrfkftMte 

mm (Sd d d^ : MicroLumant LB96P, «A> h Kv *-H5'*teft6tt«) 

»3 0i;:*Lfcfi»K thTAKl (hTAKla, hTAKlb 
XlihTAKlc) 0*«:|SR*M5l$^:fcj|ffliai2i5V»Trt, ^?*-tf)*£-£tr 
25 iSSi:^LT^y7x7- tf?S£<Difijn (1-^fe*>> NF-«BOM) <± 

«tA,WBi6&*ia:*ofco l*u h ktaki *tab i £ £ *> tenses! 

«9 9-o>k*'£ttM&kimiX* ^>7x7- tfffittoR 
*4H«P (t**>*>, NF-/cBOf§1x<b) #BW><b*ifco 
COi-jl^ ff|£or;l->7 r-7yfe-rftiHHL l"**-*-7y-fc-f8 
30 y7x7-b'77t>fffi) Hiotl), h T A K 1 OftffiOif ^ICftoT, N 
F-*B © JSteft#«£ £ iu T A K 1 j&Mkj&H- 1 1 T±35*« § £ LTv> £ 

35 #+4flUB*rai$£^+ac:fc#^£*fc#;lfc;fi*^ 
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3Ufcffl3 y K->XfA*fllfflUTAKl tTAB 1 t<D%& 

mimnwi<?> (n htaki cDNA©fBK***fflomu - 

|E¥H : KAL4WDNAj|g^« (GAL4<D 1^14 7fl©7 5 yftAS) 
5 *> a - K1"4 D N A Sr^tH&IS^? * — pGBT9 (ClontechttlSL g§two-hybrid 
•/XrAffi^?-) ^v;l/^^o-^>^gRfti:#A1-*o dfUCfK GAL 
4WDNAlS^^i: k MAK1 ioite* w<*R*&3i1-afcfc0>7?* 5 
KpGBT9-TAKl£#&o 
tft%mtimi<0 (2) Tflfcfc KTAB c DNAO|||R«**«l0aiU -ft 

10 4, GAL4*><E¥ffittft!S« (GAL4?> 7 6 8 frb 8 8 1 #§ «7 $ ^ £ 
3- Kt£DNA&^tf$&:Ei^??-pGAD424 (ClontechttSli, two- 
hybridvXrAffl^ O^A'f-^n-->* r «fi[KJfX1" *o iitKJ: 
GAUO|E?i&tefl:»ffifcTAB 1 t<DM&m&%%%Mt2>tztt><D'?7Z. 5 Kp 
GAD424-TABl£t#&o 

15 fflB-Cif it* Ifrfrg 6 ®3&3I77 X 5 KpGBT9-TAKl£0 f pGAD424-TABl 
£*t±l£M»SFY526 (ClontechttiSD CfAt^o *fflJ»SFY526li, GA 
LI £ lacZ©l*^K^J&*fcfe# i it T *5 >K GAL4itft?-<7>ft:«JI £ * 
LTV»4ffll&|S|e"e** (Bartel^ Bio Techniques. #14&, S|920~924Ks 
1993¥) o JB5ME&»±. Zti?W?7X< Wmi-? VVfh? 

MNttl 0 h->y-*«tt*»BU:L-C, TAKltTAB 

tt^RO^UniCtoT, Fy^-lfjStO^W 
fcitfc*£KI±, *©tt»»RK:i±. TAK 1 tTAB 1 <7>*S££lfitt*ftffl 

30 $%0II4 TAKlWMAPKKKflHt©ttm* 

M hTAKl (XttN*S* (2 275 SB) tfKVzLtzt hTAKl) £1 

(1) "Cfcfcfc b TAK 1 cDNAO»f?«*«rfflv\ tyi-f+Y (6XH i 
sXti^^f-^-^-S- h7>X7x7— if) «r#lin"t*^*!>^IWW-L^a«J 
35 fcDNABSyiJfc-g-tr^J.n'W ^x&^* p AcHLT3UipAc GH 
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LT (7 7-^yx/ftji) <D-?)V*?u-->y$>mzW AU thTAK 

# titzrfintmmm*%m i x s 97*?* f« * *tfc k h t a k r (x 

HN*3|X*thTAKl) »fi»ffl»*&, tttoLtz9 7*-f* 

Hiff££|Hj$lw L*C> hTAB 1 ^SIWMHIIti. 
fc hMK K 3 Rtft hMKK6£, ? LTIIK *<, 

*'J^ (Moriguchi) £><7>7ji£ (Journal of Biological Chemistry, % 
271^, Ifll3675~13679jt, 1996^) YJ& b MKK 3 HM1"*S2?IJfil«l 

10 (Genbank/EMBL f— * Accession No.L367 19 ; Derijard^b, Science, 
£267^, 3|682~685JC, 1995^) Rtft hMKK 6 lC|»1-&E3?!Hf*l 
(Genbank/EMBL f - 9 X Accession No.U39656i3 <fc 0TJ39657 ; 
Raingeaud^> Molecular and Cellular Biology, S£l6^> ^1247~1255M> 
1996^) £*>UC7 a -7'f-?-£t§:ftU itit>Srfflv»«5PCRft*;J:»), 
15 KKSXtTH hMKK6^)^IIIRffl**^tfcDNA, XliT A K ICiot'J 
>»^k$n&7< /»53a63S^SE9!l«r#trcDNA*flJl|fi-*o -ft<bcDN 
A£fflv\ 97^-7^-Y (6XHi slli^^f t>-S - h5>^7x5- 
-t?) ^#tlPt^7ci6t;lgt|-L7tM^DNA@e^J^'^tf«m^^^^-p Q 
E-3-0 (Q I AGENttS) XlipGEX-2T (7?;Wy7ttS) 
20 ^o-a^g&ftictfALT, hMKK3^S"7°^^ 5 VRVK hMKK6 
%I7*7X; Kfcfcfco ftfcfifcT'?** K«ra±*»« (J Ml 0 9tfcfc£) 
lc*ALt#<btT.7t^S^MSa^^*LT, *^7*^ WfrJjPSftfct: hMK 

*3Rlfflt * T 7 4 -r -f - * n v h ^ 7 -f - \Z X <9 Hit Z>* 
25 BMB"Cf#feit*fc hTAKl (XttN*»^*H hTAK 1 ) i^R^JSCT 
tHABltl^Mtif (MAPKKK) t LTfflw\ H bMKK 3 & 

R£*ff?o *RI6«lif*7"i/- b±£BMHfcLTJflv\ S6ii*P3fcli 
"PailKATPlOO^M^tf h';^tt«i8t (20mM Tris-HCl, pH7.5. 2mM EGTA, 
30 10mMMgCl 2 ) 4»30'CHTff'7« 7*1^- h *fti§H.fcft*> y*V- v 

a >#7> 9 -KX 32 ? Zfzlt*?mmAT ? <DW&&Zm%.LX~f2> Z t\Z£ f), 

35 JrF<7U-7£LT, *t~ fe*tS14£ft<^HSTAK 1 fc»i»£!ST AK 
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i) zmLmftzttmrnzm^. NF-/cBiSttWi»u: 0 

(1) T A K 1 J&lfT AB \<r>%Ms<t *-ffi%kt (>7^7x^V3> 

s<9 9--?*7?s \ Kp FLAG-CMV 2 7 7 7 ?tfiMe> ? ?%H1]ULtz 

5 MAK1 a) ^IcDNA*, p FLAG-CMV 2 (Ko d a kttSIt) O 
EcoRI-Xbal »JIR83Ri8»f»ffifciffl*&tr i i:lUf), 7 7 7 ^ftinS' 
(Flag-TAKl) OSES'** *-*f§fc 0 
^IM^'V F (igDn£ : QuickChange site-directed mutagenesis 
kit ; StratagenettSSl) £fflv\ tMBF 1 a g-TAK lM^^^TAK 1 

LT7?y**tfiD3*ifc&*22TAKl (F 1 a g-TAKl K6 3W) O 
iO^^^^-^«t^m$ti&^MTAKlt±, » 
£ST A K 1 (O 6 3 © 'J v h 'J 7° b 7 7 flTfc 0 , 

TAK 1 O**--tffl&tt*£oTV>fc 0 
15 «fC079 7^#HD$^lf4a3lli**aTAKl (Flag-TAKIX 
liF 1 a g -TAK 1 K6 3W) <D&m«9*-i. W^v^liTAB 11131 

3>fn-;l/ttt, TAK15l^^^-^^x.^^^^-^*^ffi V1 
£o b 7 > X 7 x 7 v a > t±x 'J *° 7 x 7 b 7 5 > t$| (Life Technologies*!: 

20 m im*x&\ tab i<D%®.'<??-itmmM®i2 (i) trac^o* 

(2) r^v7 F77-t-f 

HtrfB (1) 77 7 7*tt«*i£tflMTAKl 0U*»£STAK 

1) £TAB 1 bbt>\z%m%i2'*tt:im*m\ ^Jfcfll2 (2) fcRlfcfcL- 
25 T, y;u->7 bTy-fe-f Srffo^o 

gueio (a) jc^Lfcao, ^-o*^tAUfe«matjt*S!u 

T, IftSTAKl (F 1 a g-TAKl) £TAB 1 2: *> K&StMSftS-ttrfc 
IM&KH3v>T\ NF-*B©#£fiT&*it3ft3*i, NF-«B^tx^«S*f>tl^o 
L^L, l?iSte*fc<8!£STAK 1 (F 1 a g — TAK 1 K6 3W) <D 

30 TAB l tt biz§mz^xi>NF- KB<nm&fr\m&Ztiti:fr<otzo 

(3) b^-^-77-t^ (;Uv7x7--tf77-b-f) 

H9IB (1) ^USTAKl (F 1 a g-TAKl K6 3W) 

7 7-£H e L afflB&U b 7^*7x7 va ^U. II* b7>*7x7v3> 
ICfflv^Fl a g-TAKlK6 3W^^^-©ltt, 0//g, 0. 0 3^ 
35 gRVO. l//g03i»Si:L, h-^;KODNAft**|Sli: (0. 1 ft g) 
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itz. h7>X7x?y3^i:ii, UMW2<D (3) -?%tz\sX-9—? 
(NF-*B&£E^J£*?H^v7x7-tfit{£^£-£-tfp (kB) 
4-Luc) «-ra^CSnx.T F7>^7l?V3 >L£o 
5 F7>X7x^y3>02 4Wt, §Mi:TNF- a £*&il£2 0 n g 

5B#F5^#^ £ifefl!)2<a (3) fc»Lt, mi&ZfeML. ;l>v7x? — t* 

*<7>*S*£, 0411 (B) K*Lfc (IH<K T A K 1 K 6 3 WOW, +, 
10 + + 1 a g-TAKl K6 3W%^^^-^iPl:0// g, 0. 0 

3 \txg*&*m<> ) o 04HI (B) KKltzm, TNF-a 

15 **-4fffitt*&<**STAKll±, 
t ic £ 0 , NF-/cB (omL\l*$mtZ> - ttfbfrv tZo 

z\(oz.tn, mm (2) ©efctraau uF-KBftmm&K£^xTAK 

l#±gfc«£**&5H-tNfe*£fc**tf»t*fcfcfc£. T A K 1 <D*ri -if 
fStt^T A K 1 ©flHtib*Mt NF - * BOflHift fcflffl?-* - £ 
20 £§3K£ttH-**>OT&&o 

JilT*>J:?K:LT\ TAK 1 &TAB 1 b t *> tc|SSfllSfc$*fc«B*fflv», 

25 L£o 

(1) »!-7>X7x?y3> 

21\ Hifefl|5 tittle LT, 79 7^#JP$ti7t:B ; ^STAKl (Flag 
-TAK1) XttJEMMTAKl (F 1 ag— TAK1K63W) OSSS^** 
L < liTAB 1 ZfeM'*? 9 — bti>\z^ HeLa»:h7>X7 
30 x ? v 3 > Lfco 

(2) ft«8tl^J:tffe«:/n.7 7M >^ 

f7>^7x^ va ><7>2 4Nf(W^ «£E]1RU JttTOJ:7KLTttl&» 
mWL (ceUlysate) £P8BLfc 0 t*t>*>, «S\ WmtitiSffifo (25mM 
HEPES(pH7.7) % 0.3MNaCh 1.5mMMgCl 2 ^ 0.2mM EDTA> 0.1% Triton X- 
35 10(K 20mM £— glycerophosphate n O.lmM sodium orthovanacU^ 0.5mM 
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PMSF> ImM DTT\ 10/* g/ml aprotinuu 10// g/ml leupeptine) £fflv>-Ci§8$ 
Lfc&, 3«ffc#RU 1 05MW*frLfc o it^, ±»*#ttU £it*ffll» 

8fB?&fclM&*#«*\ Si77 7« (M5, a^y^ttH) fcfcifcl. 
5 5B#ffl*ifr'f V**-*- b U ^1:^x^0^770-^ (Pharmaciatt 
SK) *«*DU 4T\ 1. 5B#ra$*^Kjl#L-C. M^^^nfOG 

(20mM HEPES(pH7.7). 50mM NaCK 2.5mM MgCl 2 , O.lmM EDTA^ 
0.05% Triton X-100) T5Sfti*U £*l*fe«it»M5frfc LT&TO^fcffl 

10 

L tzfc, P V D F (polyvinyMene difluoride) RKUE? U &&7*n 
^oT> ^it^®^^#ftt-£>TAB l&tTTAKl SrfcffiLfco TAK 
l&tfTAB 1 Ztftm-tZ1z#>V>mbtLT&, ^CTAKIE^ (M-l 7) 
15 (Santa Cruz BiotechnologyttlS) Rttt- TAB 1 Jfi# (N — 1 9 ) (Santa 
CruzBiotechnologyttS?) &&*fflv>£ 0 

#t7 7* yft&wmfr v t * y & 5 EIK* Uz 0 ±& 

20 »5HK*Lfca»K i?£MTAKl (Flag-TAKl) fcfSSHISIS-tf 
fc««77^Mi!l:H^^ TABl^Uv^o ifc, 
C^ATtllTAKl (F 1 a g-TAKl K6 3W) «:«S«l3ft$*fc«fi 

£OJ:?£, TAB lliTAKl (»£fi£lf*aa) 
25 tfrh, TAK1 iTAB 1 liiWCfflS^fflLtv^rt^ji^o 

#£STAK1 tTAB \\U *f&L$itt:*&\Z.n* b i S D S -# 

tfiStefc^Lfc^fgaSTAK 1 0)®G\ZliZ<D£l%&W)m<DWl'J>\tM>b 

fltlB(l) tra*HLT, TAK1 £TAB 1 fc 

UWE(2) tra«HLT*ait»ifeKJ:0TAKlkTABlOffli:^ffl (fe 
35 £0 *fcffl1-&o ^^eo^^ioT, TAK 1 tTAB 1 
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fflMffl mis) n»i-*WMMioftffl*it5e-r*. 

HJfefll7 TAK 1 U-t^^e 1 ; ^SMktTAB 1 V >BMk 
5 J^T<Oi -9 HUT, TAK1 &TAB 1 t£ t ir»WiSft**fc«fi*^ftft 
»?*/:TAKli:ov^ *7y-fe>r*||JfeU TAKllCtaga 
'J >SMbfcTAB 1<7)<J >SMt*fciHLfco 

( 1 ) «o F7^7x^y 3 >&ra&« 

i1\ tTOlCLT, 7?7^ttiD$;itfc»£STAKl (Flag 

10 -TAK1) XttfcWBTAKl (F 1 a g -T A K 1 K 6 3 W) VftM^? * 
-£\ J|M!HL<ttTAB l&S^^-fcfcfcK, HeLaW:h7>^7 
x^ya>Uo F7>X7x^ i/a >2 4^H^«Wa*»f>, HMfll 6 £: TO 
\z LXWfotmWLtWA U Jfc7? y ^gfcfcK <fc ***it»Srfro^ 0 

(2) *t-*79t'f 

15 ^!ET|#^7 7 7^^»®^^fflv\ EITOJ^KLT, -f>e*hDO 

t*t>%. fMS&timft*. 3 0 M \ W^ft-ffM (20mM HEPES(pH 
7.6). 20mM MgCl 2 , 2mM DTT\ 20//MATP, 20mM /? -glycerophosphate, 
20 mM disodium p-nitrophenylphosphate, O.lmM sodium orthovanadate, 
20 3//Ci[ 7 - 32 P]ATP) KJJDx., 3 CC, 3 OfrRH hLtz 0 RJSfcTft, 

RJfcffcfc S D S -*>J 7 ? ;U7 5 Ky^«3R»»Kft U ifclMftorfl'Kov* 

■C*- h7Vt777^-^IUo 

^em^TFttzm. &&mtak 1 (f 1 a e-taki) ^t 
ab i (om^§kwm^tzmm,<r>^7 y y v%mmm^x\t, tak i*> 

25 U >gtfb (BBV >SMfc) WTAB 1 O'J >H^»^fco Lt>U ^£ 
ST A K 1 0*«r»a«Jai$-fr7tlBUI&Oft«it»ii^"C(±, TAK 1 &J/TAB 
l<0\,*-rti<DV>fflti>M#>bti%frolZo tizs tf^*^<^MT 
AK1 tcov>Tli, TAB 1 fc*K&^3t V VgtffcliE#>*>ft 

30 wix^^it^f,, TAKUiTAB 1 t&#t& K£ 0 

TAKIOSB 1 ; ^KWTAKl K<fc*TAB 1 <0'J ^KOTCS 

35 ttT^i^iat, TAKlfcIKKifc<>KI&£#B£*fcfflIfe*ffl^ % 
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( 1 ) mU<0 l>7^7x^ya> 

k M KKajsitffc M KK,9 0&cDNAS\ ^^-^X? K 
5 pc DN A 3 . 1 (+) H i s B (Invitrogentt®) C«L&tr - t I KK 

(D^M^? Ltz 0 tUKKfl (Genbank/EMBL accession N0.AF 

012890 ; Celh f&90^ S&373~383W, 1997^) , fcitffc M KKj? (Genb 
ank/EMBL accession No.AF029684 ; Science. $278^, ^866~869K. 1997 
m <7)cDNAI±, l: h (THP-1) ©mRNAi^lKfP 
10 CR (Reverse transcriptase-polymerase chain reaction) tC«t •) 3£#L£: %> <D 

Ztit> I KKS&iH^?- (IKKaM^i'-MI KK^S^^ 
-) U«fc*K Xp r e s s 9?W*-f* KjWiJDStlfc I KK (Xp r e s s 
- I KKa ££IJXp r e s s - I KK/?) - &o 

15 H;SfcflI5 tnm^X, 7-7 7^#Dnt7t^MTAKl (Flag- 

TAK1) <7)$&S^?*-£, WliTABlM^^^-^^^-HeLa 
»:F7>X7x^ya >L£ 0 £<Z>I*K HUiB-Cflfc IKK (X p r e s s - 
I KK«££tiXp ress — IKKjS) (D^m^t 9-*>mm^m Oltt# 

20 ( 2 ) yfO^ 

^mot, I KKJtl^TAK 1 £1&tij L£ 0 
25 IKK (Xpress-IKK«W) WT AK 1 £&ffi1-*£i6tf>#i;# 
i LTti, tftXpres (M- 2 1 ) (Santa Cruz Biotechnology*!®) 

5.tf#i-TAK lttfle (M- 1 7) (Santa Cruz Biotechnology*!:®) 

^777 -y-f > :7* 7 IHK*L£o 

30 ±m\t, fA7 7 7 7M»l7>^Xp r e s s #t#K£ 

WM^^Xp r e s s#LttK£&lfcffi£im. 2£TlS:ii, ^77 7« 
ttM^JfiT A K 1 &o 

^7Hli;^tfcai9, TAK 1 (F 1 a g-TAKl) i: IKK (Xp r e s 
s - I KKaXliXp r e s s - I KK,3) £f&Si*t3i&$-£T A B 1 
35 $^&^o£«-?t±, i5t77 7^^itM73-^^IKK^m$n/io Z<D 
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tiCIKK ( I KK a p) j&*TAK1 t%ft&ik1*2tLt:Z.bfrbs TA 
Kit IKK ( I K K a RXfp) tiffltert-rffiSftffltTV^i^^fc^ofco 
Lri*U TAK1, I KKifcfcKTAB 1 ft 7 

^fe£tfc|t*Hfl"t J K I KK\m&2ti*frvtZo :Out^<b> TAKlli, 

5 ^b?nrv^v^-cj±TOrt"Ci kk I;***, tabi 

Hz. ®mfeMWL<D%>&$lli!,m<D% t &-?U y-Tl >?<D&^ TAKl&tfl 
KKttbizTAB 1 bftmrnZittzMm^^XlU IKK (IKKa&tf 
10 p) <^SDS-^UT^ U^7 5 Ky^€^M^^#iftJS^^M^i--2>Mf6j 

Ztih<DZ.tfrh, TAB lXmmtZtitzTAK 1 «CJ:ot, IKK 
15 flfco TAKlli, NIK (Regnier et al.,1997; Woronicz et aL, 

1997) tnmz, ikk ai±i KKmxfrtmm\zw5.<femt * x ) 
20 mrnn 9 t a k 1 k * * 1 k K^#o&ixtt 

»T*>J:3fcLT, TAK 1 £TAB 1 1 1 i> \zmfflt&Z'&tiM&frh%& 
ifc»3*fcIKK1fcfr#Kov>T, I *B*Mfc1-***— tfRJS (IKK + 

( 1 ) ^7>^7i?V3 

25 Hffifll5 fcHfcfcLT, 77 7^ftlm$^»^S[TAK 1 (Flag 

— TAK 1 ) Zti^MMTAKl (F 1 a g-TAKl K6 3W) O&Si^* 
-£> LOiTAB l§t^9 9-tti>\Z, HeLaW:h7^7 

X ^ V 3 > Lfco 

tits Wsmi KK*$ISfB3ft$-£*&-CI±, sfHftM 8 fcRlfclC, Xpr es 
30 s *^ttiJD**tfc I KK (Xpress-IKKaXliXpress-IKK 
p ) tf>SI3i^ 9 9 - i> nmzm&LX h 9 > X 7 x ? v a > L £ 0 

Ktt^Srftft«:*$-**fc*!>KttfitI KKattfl: (H-744) (Santa Cruz Bio- 
35 technologyttlSD *ffiv\ i fcttSfcte I KKOfc&ifc&Ofci&CliffiX p r e s 
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sStft (M-2 1) (Santa Cruz Biotechnology*! S!0 *ffiv>fco ffiW-Jft I K 

Ka^it i KK«iRii kk/? fceirr&c, 

(2) IKK^t-tfTyt-f 
5 -IfRlSfctTofco II, SStLT, tmt.1 kB (2. 5//g) «r£&^ 

m&nttzm&z-i *BtLx\u gst (/;i^f-*>-s-i^>x 

7x7- If) ©C*»Ufc f I « B « ©* 1 5 4f li-CWT 5 ;S«** 
10 ^4*«^#U'< , /f-K*a»Lfc»^'/f-K UTF, GST-I«Bal-5 
4) £fflv»fc 0 

fc^Rtej^O#*»j&*feP»Lfco GST- I « B « 1-54 OH^* * -tt, 
h I k B a (Genbank/EMBL accession No.M69043 ; Cell, £|65#, H1281 
15 -1289M, 1991^) OcDNAOH^1^5 4fBiW7^SiiS:3 
-KtScDNASE^> ^^-7'7^U'pGEX-2T (Pharmaciatt 
Si) ©BamHI-EcoRI«fii:iALT^HLfco 

IKK + 7-B7yfc'f«)«*i»8Bi:fLfc. (A) lis rt£ttIKK«l 

20 (B) li, ^tlKK (ttXp r e s stt#fc **fc«it*lBW « 

£80 (A) KiFLfcS^ 797/WiBU»4ITAKl (Flag-T 
A K 1 ) 15 J: tf TAB 1 **\z%W&*&Z*tz%i%. rtfttt I K Ktt^frO I K 
K**-*«ratt»Wfctt!)DLfco **-**1**fc<**STAKl 
25 (F 1 a g-TAKl K6 3W) li I KKfgfi*4E3iLfc;&»ofco 

WttIKK^M?^:W:i3v^^ £813 (B) K*LfciI*K 
ff^STAKl *TAB 1 fc#«fc3WI3*3*;fc*fi\ KKaRO^O 
I KK*t— tffttt* 1 **^^ ^USTAKlTliTAB 1 

30 £ft&*>«*li, TABnciOft&ftSftfcTAKlli, IKKaXin'K 
K /? CfcKJ:iJNF-*B frfSteflSl"* - t Sr«ft»t*o 

(3) ttftM0fMJ«>ft£ 

«TEtra«0**fflv\ TAK1 U£* I KK«##iSttib^»1"*«WWl 
Offcffi*«5fc**£fc**"C£*o -ffcfc*K TAK1 ^TAB 1 tti>K%mm 

35 sal^u***. i*L**w»K©#<£TXtt*#<ETcj&«-r*. %m.<nm 
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5 mn±.<ommwm 
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if * <n n a 

1. TGF-y?7^f-^-x7 K**~ t* 1 (T A K 1 ) 0«MBtC*tt**H 

5 - * b ) mmmtm<nmws&iX{t* r-ti&o 

2. SiiPW#, TAKloHIISrlfl^XttSltiJI-i^^iS! 

3. TAK1«^ 

(i) TAKUTAKi^set u«m 

10 (2) TAKIO-Znf * >*t~tfflHk 

(3) WWartOTAK 1 I *B**~tf (IKK) flteflwffittft* 

(4) mrt^TAK i \zi QmmzuzuF- KBismt 

4. TAK1« J , TAK lO^o -f-f >^rt— e<Stt-C**ll*<OttH 

15 £2 £E»<*>:frfeo 

5 . T A K 1 ©«tg;o** TOF«9 <T> TAKlia-SIK Klft^#0®tt^T* * 

6. TAK1 fcTAKlfe^SeKl t 
20 7 . NF — « B^tt<b?PM^|WIB#tcga^^ < SXti^^ : SrMt^ji^ 

1 mm<vnm<, 

8 . «*<aS&Bgl 1 6 £<Dv>-f ft* 1 £BiW>#ifefc «t 19 , SMRXIiR 
5e£ft£, NF-/cBffitt«Io 
25 9. TAK 1 «^ii$^SHl!I^±^^t'&NF - « BSMWIlo 
1 0. NF-/eB^^tt^lt*TAKlW«IB»w^t*«»«R«)3EP 

1 2. NF-*BfStt^bli»*ciJtt4TAK10«l6=S:ia#Xrt«HWt*f^ffl 
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mTAKl 
hTAKla 
hTAKlb 
hTAKlc 

mTAKl 
hTAKla 
hTAKlb 
hTAKlc 



MSTASAASSSSSSS*(s]eMIEAPSQVIJ^EEI^ 60 

MSTASAASSSSSSSJ^aEAFSQVUra^IDYKBIBVSEVVOR 60 

; MSTASAASSSSSSSAGEMIEAPSOVlJfFZEXDYKEXEVEEWGR^ 60 

MSTASAASS SS S SS AG EMI EAPSQ VLNFEEI DYKEI EVBEWG RGAEGVVintAKWRAKDV.] 60 



.u.v#> ;_*v. -szrzs 



AIKQ IES ESERKAJ 1 IVELRQIiSRVNHPNI VKLYGAC^ 120 

AIK0XESESERKAFI\TBLRQLSIC/MHPNIVKLYOACIiHFVCLV^ 120 

AIKQIESESERKAFrV^RQLSRVNHPNIVKLYOACliNPVC^ 120 

A I KQ I E S ES ERKAF IVELRQLS RVNHPNI VTCLYGACLNPVCLVMEY AEG OS LYNVLHQAE }\ 120 



mTAKl 
hTAKla 
hTAKlb 
hTAKlc 

mTAKl 
hTAKla 
hTAKlb 
hTAKlc 

mTAKl 
hTAKla 
hTAKlb 
hTAKlc 

mTAKl 
hTAKla 
hTAKlb 
hTAKlc 



PLPYYTAAHAMSWCI^CSQGVAYLHSMQPiaVLIHRDLKJPNLUiVAGCriVLKICDFOTAC- 180 

PLPYYTAAHAMSWCI^CSQGVAYLHSMQPK^ 180 

PLPYYTAAHAMSVTCIiQCSQGVAYIJ^MQPKAI^H^ 180 

IPLPYCTAAHAMSVreLQCSQGVAYLHSMQPKALI 160 

: EilOTiwnJNKGSA^ 240 

: -DIQTirarNNKGSAAWMAPEVFEGSNYSEKCDVFS 240 

: .DIQTHMTNNKQSAAWMAPEWEGSNYSEKCDV^ 240 

DIQTHMTN^OSAAWMAPEWEGSNYSEKCDVPSWOIILWEVIT^ 240 



WAVHNGTRPPDIKmiPKPIESUfTRCWSKDPSQRPSMEE 300 

. WAWWGTRPPIilKNLPKPIESIJmtCWSKDPSQRPSM^ 300 

: iWAVTOTCTRPPLTKNLPKTIESLOTRCWSkD 300 

" 300 



WAVHNQTRPPLIKNIiPKPIESLWTRCWSKDPSQRP; 




'. PCQYSDEGQSNS ATSTOSFOTIASTNTSl^S DTNMEQVPA 360 

PCQYSDEGQSNSATSTOSFMDIASTNTSNKSDTNMEQVP 360 

PCQYSDEGQSNSATSTGSFMDIASTOTSNKSDTNMEQVPAT 360 

PCQYSDECQSNSATSTGSFMDIASTNTSNKSDTNMEQVPAT^ 360 



mTAKl : SESGRLSLGASRGSSVESLPPTSEGKRMSAJWSEIEAJU^T® 403 

hTAKla : . SESGRLSLOASRGSSVESbPPTSEGKRMSADMSEIEARIAATT ; 403 

hTAKlb : ) SESGRLSLGASRGSSVE^LPPTSEGKHMSAbMSEtEARJAATTAYS^ 420 

hTAKlc : SESGRLSLOASRGSSVEStiPPTSEGKRMSADMSEIEARXAArcAY 420 

mTAKl : ^QPRRJISIQDLTVTCTEWQVSS 453 

hTAKla : GNOQPRRRSIQDLTVTGTEPGQVSSRSSSPSVRMI^ 453 

hTAKlb : iiijVPBIVISGNGQPRRRSIQDLTVrGTEPGa^ 480 

hTAKlc : -ILDVPEIVISGNGQPRRRSIQDLTV^ 480 

mTAKl : V^PDDSTOTNGSDNSIPMAYLTLDHQLQPIAPCP 513 

hTAKla : WTPDDSTDTNGSDNSIPMAYLTLDHQLQPLAPCPNSKESMAVFEQHC 513 

hTAKlb : VfTPDDSTimiGSmSIPMAYI.TfcDHQI^PLAPCPNSKES^ 540 

hTAKlc : WTPDDST DTNG SDNS I PMA YLTLDHQLQ - — — - - - — - - - — - 508 



mTAKl : . ALI^QRRQELVAELtKJDEKDQQNTC^ 573 

hTAKla : ALLLQRKQELVAELDQDEKDQQOTSRL^ 573 

hTAKlb : AIiI*LQRiCQELVAEI*DQDBKDQQOTSRLVQEHiCKLIiD^^ 600 

hTAKlc : QEX»VAELDQDEXDQQOTSRLVQEHKKLI^ENKSl;STTYQC3GKKQLEVIRSQQ0 561 



mTAKl : KRQGTS 

hTAKla : KRQGTS? 

hTAKlb : KRQGTS 

hTAKlc : KRQGTS 



579 
579 
606 
567 



mmx.mm. (mm 
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Vector TAK1a TAK1b TAK1c 
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m*m (a) 



Flag- Flag- 
Vector TAKI TAK1K63W 



TAB1: - + - + - + 




TNF-cc: + + + 

_+ 4f 

TAK1K63W 




6E 



Flag- Flag- 
Vector TAK1 TAK1K63W 



TAB1: - + - + _ + 



TAK1 i 



TAB1>- 




(kDa) 
-97.4 

- 66 



- 46 
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Flag-TAK1 Flag-TAK1 

TAB1: - - + + TAB1: - - + + 

Xpress-IKK a: - + - + Xpress-IKK {}:- + - + 



IKKa — 



IKKP *- 



IKKafc: 



IKKp £: 



takiK: m 



TAK1 mmm^mm 
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&8ISI (A) 



Flag- Flag- 
Vector TAK1 TAK1K63W 



TAB1: - + - + - + 



IkBoc (1-54) 




(B) 



Flag-TAK1 
Flag-TAK1K63W 
TAB1 



lKBa(1-54) 



Xpress-IKKa 



Xpress-IKKp 



- + + - - 

- - - + + 
+ - + - + 



- + + - - 

- - - + + 
+ - + - + 
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SEQUENCE LISTING 

<110> TANABE SEIYAKU CO., LTD. 
<110> SUGITA Takahisa 
<110> SAKURAI Hiroaki 
<110> KAGEYAMA Noriko 
<110> HASEGAWA Ko 

<120> NF-kB activation depressant targeting TAK1 and identifying method 
thereof 

<130> FP2293PCT 

<150> JP26003/1998 
<151> 6-FEB-1998 
<150> JP309316/1998 
<151> 30-OCT-1998 
<160> 7 

<170> Microsoft Word 97 

<210> 1 
<211> 30 

<212> nucleic acid 

<213> other nucleic acid (Synthesized primer) 
<400> 1 

GGCCAGATCT ATGTCGACAG CCTCCGCCGC 30 

<210> 2 
<211> 30 

<212> nucleic acid 

<213> other nucleic acid (Synthesized primer) 
<400> 2 

GCGCAGATCT TCATGAAGTG CCTTGTCGTT 30 

<210> 3 
<211> 2785 
<212> nucleic acid 
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<213> cDNA to mRNA 
<400> 3 

GGACACGGCT GTGGCCGCTG CCTCTACCCC CGCCACGGAT CGCCGGGTAG TAGGACTGCG 60 
CGGCTCCAGG CTGAGGGTCG GTCCGGAGGC GGGTGGGCGC GGGTCTCACC CGGATTGTCC 120 
GGGTGGCACC GTTCCCGGCC CCACCGGGCG CCGCGAGGGA TC 162 
ATG TCT ACA GCC TCT GCC GCC TCC TCC TCC TCC TCG TCT TCG GCC 207 
Met Ser Thr Ala Ser Ala Ala Ser Ser Ser Ser Ser Ser Ser Ala 
15 10 15 

GGT GAG ATG ATC GAA GCC CCT TCC CAG GTC CTC AAC TTT GAA GAG 252 
Gly Glu Met He Glu Ala Pro Ser Gin Val Leu Asn Phe Glu Glu 

20 25 30 

ATC GAC TAC AAG GAG ATC GAG GTG GAA GAG GTT GTT GGA AGA GGA 297 
He Asp Tyr Lys Glu He Glu Val Glu Glu Val Val Gly Arg Gly 

35 40 45 

GCC TTT GGA GTT GTT TGC AAA GCT AAG TGG AGA GCA AAA GAT GTT 342 
Ala Phe Gly Val Val Cys Lys Ala Lys Trp Arg Ala Lys Asp Val 

50 55 60 

GCT ATT AAA CAA ATA GAA AGT GAA TCT GAG AGG AAA GCG TTT ATT 387 
Ala He Lys Gin He Glu Ser Glu Ser Glu Arg Lys Ala Phe He 

65 70 75 

GTA GAG CTT CGG CAG TTA TCC CCT GTG AAC CAT CCT AAT ATT GTA 432 
Val Glu Leu Arg Gin Leu Ser Arg Val Asn His Pro Asn He Val 

80 85 90 

AAG CTT TAT GGA GCC TGC TTG AAT CCA GTG TGT CTT GTG ATG GAA 477 
Lys Leu Tyr Gly Ala Cys Leu Asn Pro Val Cys Leu Val Met Glu 

95 100 105 

TAT GCT GAA GGG GGC TCT TTA TAT AAT GTG CTG CAT GGT GCT GAA 522 
Tyr Ala Glu Gly Gly Ser Leu Tyr Asn Val Leu His Gly Ala Glu 
110 115 120 

CCA TTG CCA TAT TAT ACT GCT GCC CAC GCA ATG AGT TGG TGT TTA 567 
Pro Leu Pro Tyr Tyr Thr Ala Ala His Ala Met Ser Trp Cys Leu 
125 130 135 

CAG TGT TCC CAA GGA GTG GCT TAT CTT CAC AGC ATG CAA CCC AAA 612 
Gin Cys Ser Gin Gly Val Ala Tyr Leu His Ser Met Gin Pro Lys 
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140 145 150 

GCG CTA ATT CAC AGG GAC CTG AAA CCA CCA AAC TTA CTG CTG GTT 657 
Ala Leu He His Arg Asp Leu Lys Pro Pro Asn Leu Leu Leu Val 

155 160 165 

GCA GGG GGG ACA GTT CTA AAA ATT TGT GAT TTT GGT ACA GCC TGT 702 
Ala Gly Gly Thr Val Leu Lys He Cys Asp Phe Gly Thr Ala Cys 

170 175 180 

GAC ATT CAG ACA CAC ATG ACC AAT AAC AAG GGG ACT GCT GCT TGG 747 
Asp He Gin Thr His Met Thr Asn Asn Lys Gly Ser Ala Ala Trp 

185 190 195 

ATG GCA CCT GAA GTT TTT GAA GGT ACT AAT TAC AGT GAA AAA TGT 792 
Met Ala Pro Glu Val Phe Glu Gly Ser Asn Tyr Ser Glu Lys Cys 

200 205 210 

GAC GTC TTC AGC TGG GGT ATT ATT CTT TGG GAA GTG ATA ACG CGT 837 
Asp Val Phe Ser Trp Gly He lie Leu Trp Glu Val lie Thr Arg 

215 220 225 

CGG AAA CCC TTT GAT GAG ATT GGT GGC CCA GCT TTC CGA ATC ATG 882 
Arg Lys Pro Phe Asp Glu He Gly Gly Pro Ala Phe Arg lie Met 

230 235 240 

TGG GCT GTT CAT AAT GGT ACT CGA CCA CCA CTG ATA AAA AAT TTA 927 
Trp Ala Val His Asn Gly Thr Arg Pro Pro Leu He Lys Asn Leu 

245 250 255 

CCT AAG CCC ATT GAG AGC CTG ATG ACT CGT TGT TGG TCT AAA GAT 972 
Pro Lys Pro He Glu Ser Leu Met Thr Arg Cys Trp Ser Lys Asp 

260 265 270 

CCT TCC CAG CGC CCT TCA ATG GAG GAA ATT GTG AAA ATA ATG ACT 1017 
Pro Ser Gin Arg Pro Ser Met Glu Glu He Val Lys He Met Thr 

275 280 285 

CAC TTG ATG CGG TAC TTT CCA GGA GCA GAT GAG CCA TTA CAG TAT 1062 
His Leu Met Arg Tyr Phe Pro Gly Ala Asp Glu Pro Leu Gin Tyr 

290 295 300 

CCT TGT CAG TAT TCA GAT GAA GGA CAG AGC AAC TCT GCC ACC AGT 1107 
Pro Cys Gin Tyr Ser Asp Glu Gly Gin Ser Asn Ser Ala Thr Ser 

305 310 315 
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ACA GGC TCA TTC ATG GAC ATT GCT TCT ACA AAT ACG ACT AAC AAA 1152 
Thr Gly Ser Phe Met Asp He Ala Ser Thr Asn Thr Ser Asn Lys 

320 325 330 

AGT GAC ACT AAT ATG GAG CAA GTT CCT GCC ACA AAT GAT ACT ATT 1197 
Ser Asp Thr Asn Met Glu Gin Val Pro Ala Thr Asn Asp Thr He 

335 340 345 

AAG CGC TTA GAA TCA AAA TTG TTG AAA AAT CAG GCA AAG CAA CAG 1242 
Lys Arg Leu Glu Ser Lys Leu Leu Lys Asn Gin Ala Lys Gin Gin 

350 355 360 

AGT GAA TCT GGA CGT TTA AGC TTG GGA GCC TCC CGT GGG AGC AGT 1287 
Ser Glu Ser Gly Arg Leu Ser Leu Gly Ala Ser Arg Gly Ser Ser 

365 370 375 

GTG GAG AGC TTG CCC CCA ACC TCT GAG GGC AAG AGG ATG AGT GCT 1332 
Val Glu Ser Leu Pro Pro Thr Ser Glu Gly Lys Arg Met Ser Ala 

380 385 390 

GAC ATG TCT GAA ATA GAA GCT AGG ATC GCC GCA ACC ACA GGC AAC 1377 
Asp Met Ser Glu He Glu Ala Arg He Ala Ala Thr Thr Gly Asn 

395 400 405 

GGA CAG CCA AGA CGT AGA TCC ATC CAA GAC TTG ACT GTA ACT GGA 1422 
Gly Gin Pro Arg Arg Arg Ser lie Gin Asp Leu Thr Val Thr Gly 

410 415 420 

ACA GAA CCT GGT CAG GTG AGC AGT AGG TCA TCC AGT CCC AGT GTC 1467 
Thr Glu Pro Gly Gin Val Ser Ser Arg Ser Ser Ser Pro Ser Val 

425 430 435 

AGA ATG ATT ACT ACC TCA GGA CCA ACC TCA GAA AAG CCA ACT CGA 1512 
Arg Met He Thr Thr Ser Gly Pro Thr Ser Glu Lys Pro Thr Arg 

440 445 450 

AGT CAT CCA TGG ACC CCT GAT GAT TCC ACA GAT ACC AAT GGA TCA 1557 
Ser His Pro Trp Thr Pro Asp Asp Ser Thr Asp Thr Asn Gly Ser 

455 460 465 

GAT AAC TCC ATC CCA ATG GCT TAT CTT ACA CTG GAT CAC CAA CTA 1602 
Asp Asn Ser He Pro Met Ala Tyr Leu Thr Leu Asp His Gin Leu 

470 475 480 
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CAG CCT CTA GCA CCG TGC CCA AAC TCC AAA GAA TCT ATG GCA GTG 1647 
Gin Pro Leu Ala Pro Cys Pro Asn Ser Lys Glu Ser Met Ala Val 

485 490 495 

TTT GAA CAG CAT TGT AAA ATG GCA CAA GAA TAT ATG AAA GTT CAA 1692 
Phe Glu Gin His Cys Lys Met Ala Gin Glu Tyr Met Lys Val Gin 

500 505 510 

ACA GAA ATT GCA TTG TTA TTA CAG AGA AAG CAA GAA CTA GTT GCA 1737 
Thr Glu He Ala Leu Leu Leu Gin Arg Lys Gin Glu Leu Val Ala 

515 520 525 

GAA CTG GAC CAG GAT GAA AAG GAC CAG CAA AAT ACA TCT CGC CTG 1782 
Glu Leu Asp Gin Asp Glu Lys Asp Gin Gin Asn Thr Ser Arg Leu 

530 535 540 

GTA CAG GAA CAT AAA AAG CTT TTA GAT GAA AAC AAA AGC CTT TCT 1827 
Val Gin Glu His Lys Lys Leu Leu Asp Glu Asn Lys Ser Leu Ser 

545 550 555 

ACT TAC TAC CAG CAA TGC AAA AAA CAA CTA GAG GTC ATC AGA AGT 1872 
Thr Tyr Tyr Gin Gin Cys Lys Lys Gin Leu Glu Val He Arg Ser 

560 565 570 

CAG CAG CAG AAA CGA CAA GGC ACT TCA 1899 
Gin Gin Gin Lys Arg Gin Gly Thr Ser 

575 579 
TGATTCTCTG GGACCGTTAC ATTTTGAAAT ATGCAAAGAA AGACTTTTTT TTTAAGGAAA 1959 
GGAAAACCTT ATAATGACGA TTCATGAGTG nAGCTTTTT GGCGTGTTCT GAATGCCAAC 2019 
TGCCTATATT TGCTGCATTT TTTTCATTGT TTATTTTCCT TTTCTCATGG TGGACATACA 2079 
ATTTTACTGT TTCATTGCAT AACATGGTAG CATCTGTGAC TTGAATGAGC AGCACTTTGC 2139 
AACTTCAAAA CAGATGCAGT GAACTGTGGC TGTATATGCA TGCTCATTGT GTGAAGGCTA 2199 
GCCTAACAGA ACAGGAGGTA TCAAACTAGC TGCTATGTGC AAACAGCGTC CATTTTTTCA 2259 
TATTAGAGGT GGAACCTCAA GAATGACTTT ATTCTTGTAT CTCATCTCAA AATATTAATA 2319 
ATTTTTTTCC CAAAAGATGG TATATACCAA GTTAAAGACA GGGTATTATA AATTTAGAGT 2379 
GATTGGTGGT ATATTACGGA AATACGGAAC CTTTAGGGAT AGTTCCGTGT AAGGGCTTTG 2439 
ATGCCAGCAT CCTTGGATCA GTACTGAACT CAGTTCCATC CGTAAAATAT GTAAAGGTAA 2499 
GTGGCAGCTG CTCTATTTAA TGAAAGCAGT TTTACCGGAT TTTGTTAGAC TAAAATTTGA 2559 
TTGTGATACA TTGAACAAAA TGGAACTCAT TTTTTTTTAA GGAGTAAAGA TTTTTAATTC 2619 
TGTGATTGTG TGTATGTGTG TTGAAACTGT AMGCTTTTA TGACTCTAAT ATTAATCTCT 2679 
TAAATGAAAT TAAAAGGCAA AAGAACATGA TTGAGCTTAA ATGATCATTT CTTCCTGCAG 2739 
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2785 



<210> 4 
<211> 2866 
<212> nucleic acid 
<213> cDNA to mRNA 



<400> 4 

GGACACGGCT GTGGCCGCTG CCTCTACCCC CGCCACGGAT CGCCGGGTAG TAGGACTGCG 60 
CGGCTCCAGG CTGAGGGTCG GTCCGGAGGC GGGTGGGCGC GGGTCTCACC CGGATTGTCC 120 
GGGTGGCACC GTTCCCGGCC CCACCGGGCG CCGCGAGGGA TC 162 
ATG TCT ACA GCC TCT GCC GCC TCC TCC TCC TCC TCG TCT TCG GCC 207 
Met Ser Thr Ala Ser Ala Ala Ser Ser Ser Ser Ser Ser Ser Ala 
15 10 15 

GGT GAG ATG ATC GAA GCC CCT TCC CAG GTC CTC AAC TTT GAA GAG 252 
Gly Glu Met He Glu Ala Pro Ser Gin Val Leu Asn Phe Glu Glu 

20 25 30 

ATC GAC TAC AAG GAG ATC GAG GTG GAA GAG GTT GTT GGA AGA GGA 297 
He Asp Tyr Lys Glu He Glu Val Glu Glu Val Val Giy Arg Gly 

35 40 45 

GCC TTT GGA GTT GTT TGC AAA GCT AAG TGG AGA GCA AAA GAT GTT 342 
Ala Phe Giy Val Val Cys Lys Ala Lys Trp Arg Ala Lys Asp Val 

50 55 60 

GCT ATT AAA CAA ATA GAA AGT GAA TCT GAG AGG AAA GCG TTT ATT 387 
Ala He Lys Gin He Glu Ser Glu Ser Glu Arg Lys Ala Phe He 

65 70 75 

GTA GAG CTT CGG CAG TTA TCC CGT GTG AAC CAT CCT AAT ATT GTA 432 
Val Glu Leu Arg Gin Leu Ser Arg Val Asn His Pro Asn He Val 

80 85 90 

AAG CTT TAT GGA GCC TGC TTG AAT CCA GTG TCT CTT GTG ATG GAA 477 
Lys Leu Tyr Gly Ala Cys Leu Asn Pro Val Cys Leu Val Met Glu 

95 100 105 

TAT GCT GAA GGG GGC TCT TTA TAT AAT GTG CTG CAT GGT GCT GAA 522 
Tyr Ala Glu Gly Gly Ser Leu Tyr Asn Val Leu His Gly Ala Glu 
110 115 120 
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CCA TTG CCA TAT TAT ACT GCT GCC CAC GCA ATG ACT TGG TGT TTA 567 
Pro Leu Pro Tyr Tyr Thr Ala Ala His Ala Met Ser Trp Cys Leu 

125 130 135 

CAG TGT TCC CAA GGA GTG GCT TAT CTT CAC AGC ATG CAA CCC AAA 612 
Pro Leu Pro Tyr Tyr Thr Ala Ala His Ala Met Ser Trp Cys Leu 

140 145 150 

GCG CTA ATT CAC AGG GAC CTG AAA CCA CCA AAC TTA CTG CTG GTT 657 
Ala Leu He His Arg Asp Leu Lys Pro Pro Asn Leu Leu Leu Val 

155 160 165 

GCA GGG GGG ACA GTT CTA AAA ATT TGT GAT TTT GGT ACA GCC TGT 702 
Ala Gly Gly Thr Val Leu Lys He Cys Asp Phe Gly Thr Ala Cys 

170 175 180 

GAC ATT CAG ACA CAC ATG ACC AAT AAC AAG GGG ACT GCT GCT TGG 747 
Asp He Gin Thr His Met Thr Asn Asn Lys Gly Ser Ala Ala Trp 

185 190 195 

ATG GCA CCT GAA GTT TTT GAA GGT AGT AAT TAC AGT GAA AAA TGT 792 
Met Ala Pro Glu Val Phe Glu Gly Ser Asn Tyr Ser Glu Lys Cys 

200 205 210 

GAC GTC TTC AGC TGG GGT ATT ATT CTT TGG GAA GTG ATA ACG CGT 837 
Asp Val Phe Ser Trp Gly He lie Leu Trp Glu Val He Thr Arg 

215 220 225 

CGG AAA CCC TTT GAT GAG ATT GGT GGC CCA GCT TTC CGA ATC ATG 882 
Arg Lys Pro Phe Asp Glu He Gly Gly Pro Ala Phe Arg He Met 

230 235 240 

TGG GCT GTT CAT AAT GGT ACT CGA CCA CCA CTG ATA AAA AAT TTA 927 
Trp Ala Val His Asn Gly Thr Arg Pro Pro Leu He Lys Asn Leu 

245 250 255 

CCT AAG CCC ATT GAG AGC CTG ATG ACT CGT TGT TGG TCT AAA GAT 972 
Pro Lys Pro He Glu Ser Leu Met Thr Arg Cys Trp Ser Lys Asp 

260 265 270 

CCT TCC CAG CGC CCT TCA ATG GAG GAA ATT GTG AAA ATA ATG ACT 1017 
Pro Ser Gin Arg Pro Ser Met Glu Glu He Val Lys He Met Thr 

275 280 285 
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CAC TTG ATG CGG TAC TTT CCA GGA GCA GAT GAG CCA TTA CAG TAT 1062 
His Leu Met Arg Tyr Phe Pro Gly Ala Asp Glu Pro Leu Gin Tyr 

290 295 300 

CCT TGT CAG TAT TCA GAT GAA GGA CAG AGC AAC TCT GCC ACC ACT 1107 
Pro Cys Gin Tyr Ser Asp Glu Gly Gin Ser Asn Ser Ala Thr Ser 

305 310 315 

ACA GGC TCA TTC ATG GAC ATT GCT TCT ACA AAT ACG AGT AAC AAA 1152 
Thr Gly Ser Phe Met Asp He Ala Ser Thr Asn Thr Ser Asn Lys 

320 325 330 

AGT GAC ACT AAT ATG GAG CAA GTT CCT GCC ACA AAT GAT ACT ATT 1197 
Ser Asp Thr Asn Met Glu Gin Val Pro Ala Thr Asn Asp Thr He. 

335 340 345 

AAG CGC TTA GAA TCA AAA TTG TTG AAA AAT CAG GCA AAG CAA CAG 1242 
Lys Arg Leu Glu Ser Lys Leu Leu Lys Asn Gin Ala Lys Gin Gin 

350 355 360 

AGT GAA TCT GGA CGT TTA AGC TTG GGA GCC TCC CCT GGG AGC AGT 1287 
Ser Glu Ser Gly Arg Leu Ser Leu Gly Ala Ser Arg Gly Ser Ser 

365 370 375 

GTG GAG AGC TTG CCC CCA ACC TCT GAG GGC AAG AGG ATG AGT GCT 1332 
Val Glu Ser Leu Pro Pro Thr Ser Glu Gly Lys Arg Met Ser Ala 

380 385 390 

GAC ATG TCT GAA ATA GAA GCT AGG ATC GCC GCA ACC ACA GCC TAT 1377 
Asp Met Ser Glu He Glu Ala Arg He Ala Ala Thr Thr Ala Tyr 

395 400 405 

TCC AAG CCT AAA CGG GGC CAC CGT AAA ACT GCT TCA TTT GGC AAC 1422 
Ser Lys Pro Lys Arg Gly His Arg Lys Thr Ala Ser Phe Gly Asn 

410 415 420 

ATT CTG GAT GTC CCT GAG ATC GTC ATA TCA GGC AAC GGA CAG CCA 1467 
He Leu Asp Val Pro Glu He Val He Ser Gly Asn Gly Gin Pro 

425 430 435 

AGA CGT AGA TCC ATC CAA GAC TTG ACT GTA ACT GGA ACA GAA CCT 1512 
Arg Arg Arg Ser He Gin Asp Leu Thr Val Thr Gly Thr Glu Pro 

440 445 450 
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GGT CAG GTG AGC AGT AGG TCA TCC ACT CCC AGT GTC AGA ATG ATT 1557 
Gly Gin Val Ser Ser Arg Ser Ser Ser Pro Ser Val Arg Met He 

455 460 465 

ACT ACC TCA GGA CCA ACC TCA GAA AAG CCA ACT CGA AGT CAT CCA 1602 
Thr Thr Ser Gly Pro Thr Ser Glu Lys Pro Thr Arg Ser His Pro 

470 475 480 

TGG ACC CCT GAT GAT TCC ACA GAT ACC AAT GGA TCA GAT AAC TCC 1647 
Trp Thr Pro Asp Asp Ser Thr Asp Thr Asn Gly Ser Asp Asn Ser 

485 490 495 

ATC CCA ATG GOT TAT CTT ACA CTG GAT CAC CAA CTA CAG CCT CTA 1692 
He Pro Met Ala Tyr Leu Thr Leu Asp His Gin Leu Gin Pro Leu 

500 505 510 

GCA CCG TGC CCA AAC TCC AAA GAA TCT ATG GCA GTG TTT GAA CAG 1737 
Ala Pro Cys Pro Asn Ser Lys Glu Ser Met Ala Val Phe Glu Gin 

515 520 525 

CAT TGT AAA ATG GCA CAA GAA TAT ATG AAA GTT CAA ACA GAA ATT 1782 
His Cys Lys Met Ala Gin Glu Tyr Met Lys Val Gin Thr Glu He 

530 535 540 

GCA TTG TTA TTA CAG AGA AAG CAA GAA CTA GTT GCA GAA CTG GAC 1827 
Ala Leu Leu Leu Gin Arg Lys Gin Glu Leu Val Ala Glu Leu Asp 

545 550 555 

CAG GAT GAA AAG GAC CAG CAA AAT ACA TCT CGC CTG GTA CAG GAA 1872 
Gin Asp Glu Lys Asp Gin Gin Asn Thr Ser Arg Leu Val Gin Glu 

560 565 570 

CAT AAA AAG CTT TTA GAT GAA AAC AAA AGC CTT TCT ACT TAC TAC 1917 
His Lys Lys Leu Leu Asp Glu Asn Lys Ser Leu Ser Thr Tyr Tyr 

575 580 585 

CAG CAA TGC AAA AAA CAA CTA GAG GTC ATC AGA AGT CAG CAG CAG 1962 
Gin Gin Cys Lys Lys Gin Leu Glu Val lie Arg Ser Gin Gin Gin 

590 595 600 

AAA CGA CAA GGC ACT TCA 1980 
Lys Arg Gin Gly Thr Ser 

605 606 

TGATTCTCTG GGACCGTTAC ATTTTGAAAT ATGCAAAGAA AGACTTTTTT TTTAAGGAAA 2040 
GGAAAACCTT ATAATGACGA TTCATGAGTG nAGCTTTTT GGCGTGTTCT GAATGCCAAC 2100 
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TGCCTATATT TGCTGCATTT TTTTCATTGT TTATTTTCCT TTTCTCATGG TGGACATACA 2160 

ATTTTACTGT TTCATTGCAT AACATGGTAG CATCTGTGAC TTGAATGAGC AGCACTTTGC 2220 

AACTTCAAAA CAGATGCAGT GAACTGTGGC TGTATATGCA TGCTCATTGT GTGAAGGCTA 2280 

GCCTAACAGA ACAGGAGGTA TCAAACTAGC TGCTATGTGC AAACAGCGTC CATTTTTTCA 2340 

TATTAGAGGT GGAACCTCAA GAATGACTTT ATTCTTGTAT CTCATCTCAA AATATTAATA 2400 

ATTTTTTTCC CAAAAGATGG TATATACCAA GTTAAAGACA GGGTATTATA AATTTAGAGT 2460 

GATTGGTGGT ATATTACGGA AATACGGAAC CTTTAGGGAT AGTTCCGTGT AAGGGCTTTG 2520 

ATGCCAGCAT CCTTGGATCA GTACTGAACT CAGTTCCATC CGTAAAATAT GTAAAGGTAA 2580 

GTGGCAGCTG CTCTATTTAA TGAAAGCAGT TTTACCGGAT TTTGTTAGAC TAAAATTTGA 2640 

TTGTGATACA TTGAACAAAA TGGAACTCAT TTTTTTTTAA GGAGTAAAGA TTTTTAATTC 2700 

TGTGATTGTG TGTATGTGTG TTGAAACTGT AAAGCTTTTA TGACTCTAAT ATTAATCTCT 2760 

TAAATGAAAT TAAAAGGCAA AAGAACATGA TTGAGCTTAA ATGATCATTT CTTCCTGCAG 2820 

TGATTCTTGG ATTGTTTTCT CATGTATTTG AAAAAAAAAA AAAAAA 2866 



<210> 5 
<211> 1704 
<212> nucleic acid 
<213> cDNA to mRNA 

<400> 5 

ATG TCT ACA GCC TCT GCC GCC TCC TCC TCC TCC TCG TCT TCG GCC 45 
Met Ser Thr Ala Ser Ala Ala Ser Ser Ser Ser Ser Ser Ser Ala 
15 10 15 

GGT GAG ATG ATC GAA GCC CCT TCC CAG GTC CTC AAC TTT GAA GAG 90 
Gly Glu Met He Glu Ala Pro Ser Gin Val Leu Asn Phe Glu Glu 

20 25 30 

ATC GAC TAC AAG GAG ATC GAG GTG GAA GAG GTT GTT GGA AGA GGA 135 
He Asp Tyr Lys Glu He Glu Val Glu Glu Val Val Gly Arg Gly 

35 40 45 

GCC TTT GGA GTT GTT TGC AAA GCT AAG TGG AGA GCA AAA GAT GTT 180 
Ala Phe Gly Val Val Cys Lys Ala Lys Trp Arg Ala Lys Asp Val 

50 55 60 

GCT ATT AAA CAA ATA GAA AGT GAA TCT GAG AGG AAA GCG TTT ATT 225 
Ala He Lys Gin He Glu Ser Glu Ser Glu Arg Lys Ala Phe He 

65 70 75 
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GTA GAG CTT CGG CAG TTA TCC CGT GTG AAC CAT CCT AAT ATT GTA 270 
Val Glu Leu Arg Gin Leu Ser Arg Val Asn His Pro Asn He Val 
80 85 90 

AAG CTT TAT GGA GCC TGC TTG AAT CCA GTG TGT CTT GTG ATG GAA 315 
Lys Leu Tyr Gly Ala Cys Leu Asn Pro Val Cys Leu Val Met Glu 
95 100 105 

TAT GCT GAA GGG GGC TCT TTA TAT AAT GTG CTG CAT GGT GCT GAA 360 
Tyr Ala Glu Gly Gly Ser Leu Tyr Asn Val Leu His Gly Ala Glu 

110 115 120 

CCA TTG CCA TAT TAT ACT GCT GCC CAC GCA ATG ACT TGG TGT TTA 405 
Pro Leu Pro Tyr Tyr Thr Ala Ala His Ala Met Ser Trp Cys Leu 

125 130 135 

CAG TGT TCC CAA GGA GTG GCT TAT CTT CAC AGC ATG CAA CCC AAA 450 
Gin Cys Ser Gin Gly Val Ala Tyr Leu His Ser Met Gin Pro Lys 

140 145 150 

GCG CTA ATT CAC AGG GAC CTG AAA CCA CCA AAC TTA CTG CTG GTT 495 
Ala Leu He His Arg Asp Leu Lys Pro Pro Asn Leu Leu Leu Val 

155 160 165 

GCA GGG GGG ACA GTT CTA AAA ATT TGT GAT TTT GGT ACA GCC TGT 540 
Ala Gly Gly Thr Val Leu Lys He Cys Asp Phe Gly Thr Ala Cys 

170 175 180 

GAC ATT CAG ACA CAC ATG ACC AAT AAC AAG GGG ACT GCT GCT TGG 585 
Asp He Gin Thr His Met Thr Asn Asn Lys Gly Ser Ala Ala Trp 

185 190 195 

ATG GCA CCT GAA GTT TTT GAA GGT ACT AAT TAC ACT GAA AAA TGT 630 
Met Ala Pro Glu Val Phe Glu Gly Ser Asn Tyr Ser Glu Lys Cys 

200 205 210 

GAC GTC TTC AGC TGG GGT ATT ATT CTT TGG GAA GTG ATA ACG CGT 675 
Asp Val Phe Ser Trp Gly He He Leu Trp Glu Val He Thr Arg 

215 220 225 

CGG AAA CCC TTT GAT GAG ATT GGT GGC CCA GCT TTC CGA ATC ATG 720 
Arg Lys Pro Phe Asp Glu He Gly Gly Pro Ala Phe Arg He Met 

230 235 240 
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TGG GCT GTT CAT AAT GGT ACT CGA CCA CCA CTG ATA AAA AAT TTA 765 
Trp Ala Val His Asn Gly Thr Arg Pro Pro Leu He Lys Asn Leu 

245 250 255 

CCT AAG CCC ATT GAG AGC CTG ATG ACT CGT TGT TGG TCT AAA GAT 810 
Pro Lys Pro He Glu Ser Leu Met Thr Arg Cys Trp Ser Lys Asp 

260 265 270 

CCT TCC CAG CGC CCT TCA ATG GAG GAA ATT GTG AAA ATA ATG ACT 855 
Pro Ser Gin Arg Pro Ser Met Glu Glu lie Val Lys He Met Thr 

275 280 285 

CAC TTG ATG CGG TAC TTT CCA GGA GCA GAT GAG CCA TTA CAG TAT 900 
His Leu Met Arg Tyr Phe Pro Gly Ala Asp Glu Pro Leu Gin Tyr 

290 295 300 

CCT TGT CAG TAT TCA GAT GAA GGA CAG AGC AAC TCT GCC ACC AGT 945 
Pro Cys Gin Tyr Ser Asp Glu Gly Gin Ser Asn Ser Ala Thr Ser 

305 310 315 

ACA GGC TCA TTC ATG GAC ATT GCT TCT ACA AAT ACG AGT AAC AAA 990 
Thr Gly Ser Phe Met Asp He Ala Ser Thr Asn Thr Ser Asn Lys 

320 325 330 

AGT GAC ACT AAT ATG GAG CAA GTT CCT GCC ACA AAT GAT ACT ATT 1035 
Ser Asp Thr Asn Met Glu Gin Val Pro Ala Thr Asn Asp Thr He 

335 340 345 

AAG CGC TTA GAA TCA AAA TTG TTG AAA AAT CAG GCA AAG CAA CAG 1080 
Lys Arg Leu Glu Ser Lys Leu Leu Lys Asn Gin Ala Lys Gin Gin 

350 355 360 

AGT GAA TCT GGA CGT TTA AGC TTG GGA GCC TCC CGT GGG AGC AGT 1125 
Ser Glu Ser Gly Arg Leu Ser Leu Gly Ala Ser Arg Gly Ser Ser 

365 370 375 

GTG GAG AGC TTG CCC CCA ACC TCT GAG GGC AAG AGG ATG AGT GCT 1170 
Val Glu Ser Leu Pro Pro Thr Ser Glu Gly Lys Arg Met Ser Ala 

380 385 390 

GAC ATG TCT GAA ATA GAA GCT AGG ATC GCC GCA ACC ACA GCC TAT 1215 
Asp Met Ser Glu lie Glu Ala Arg He Ala Ala Thr Thr Ala Tyr 

395 400 405 
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TCC AAG CCT AAA CGG GGC CAC CGT AAA ACT GCT.TCA TTT GGC AAC 1260 
Ser Lys Pro Lys Arg Gly His Arg Lys Thr Ala Ser Phe Gly Asn 

410 415 420 

ATT CTG GAT GTC CCT GAG ATC GTC ATA TCA GGC AAC GGA CAG CCA 1305 
He Leu Asp Val Pro Glu He Val He Ser Gly Asn Gly Gin Pro 

425 430 435 

AGA CGT AGA TCC ATC CAA GAC TTG ACT GTA ACT GGA ACA GAA CCT 1350 
Arg Arg Arg Ser He Gin Asp Leu Thr Val Thr Gly Thr Glu Pro 

440 445 450 

GGT CAG GTG AGC ACT AGG TCA TCC ACT CCC ACT GTC AGA ATG ATT 1395 
Gly Gin Val Ser Ser Arg Ser Ser Ser Pro Ser Val Arg Met He 

455 460 465 

ACT ACC TCA GGA CCA ACC TCA GAA AAG CCA ACT CGA AGT CAT CCA 1440 
Thr Thr Ser Gly Pro Thr Ser Glu Lys Pro Thr Arg Ser His Pro 

470 475 480 

TGG ACC CCT GAT GAT TCC ACA GAT ACC AAT GGA TCA GAT AAC TCC 1485 
Trp Thr Pro Asp Asp Ser Thr Asp Thr Asn Gly Ser Asp Asn Ser 

485 490 495 

ATC CCA ATG GCT TAT CTT ACA CTG GAT CAC CAA CTA CAG CAA GAA 1530 
He Pro Met Ala Tyr Leu Thr Leu Asp His Gin Leu Gin Gin Glu 

500 505 510 

CTA GTT GCA GAA CTG GAC CAG GAT GAA AAG GAC CAG CAA AAT ACA 1575 
Leu Val Ala Glu Leu Asp Gin Asp Glu Lys Asp Gin Gin Asn Thr 

515 520 525 

TCT CGC CTG GTA CAG GAA CAT AAA AAG CTT TTA GAT GAA AAC AAA 1620 
Ser Arg Leu Val Gin Glu His Lys Lys Leu Leu Asp Glu Asn Lys 

530 535 540 

GGC CTT TCT ACT TAC TAC CAG CAA TGC AAA AAA CAA CTA GAG GTC 1665 
Gly Leu Ser Thr Tyr Tyr Gin Gin Cys Lys Lys Gin Leu Glu Val 

545 550 555 

ATC AGA AGT CAG CAG CAG AAA CGA CAA GGC ACT TCA TGA 1704 
He Arg Ser Gin Gin Gin Lys Arg Gin Gly Thr Ser 

560 565 567 
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<210> 6 
<211> 30 

<212> nucleic acid 

<213> other nucleic acid (Synthesized primer) 
<400> 6 

TTCCAAGCTT ATGGCGGCGC AGAGGAGGAG 30 

<210> 7 
<211> 30 

<212> nucleic acid 

<213> other nucleic acid (Synthesized primer) 



<400> 7 

TCCGGAATTC CTACGGTGCT GTCACCACGC 



30 
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